Supplementary
. Clinical data of organ donors and characteristics of corresponding islet batches. Abbreviations: F: Female, M: Male; BMI: Body Mass Index. Purity, measured by dithizone staining, indicates the percentage of endocrine cells in the human islet preparations.
Supplementary Table S2. Primers used for quantitative RT-PCR analysis
Supplementary Fig. 1 . Chronic fructose exposure potentiates GSIS in human islets, whereas aspartame does not stimulate GSIS in INS-1E ß-cells. A: For acute tests, control CM INS-1E ß-cells were exposed for 1h to G8.3 + 5.5 mM aspartame (acute aspartame) and 100 µM ARL67156. B: Cells were also exposed for 4 days to aspartame. Results are expressed as means ± SEM of at least 3 independent experiments. #P< 0.05 CM+F cells versus CM cells; ***P<0.005 versus CM G2.5 control values; Figure 2A . Results are expressed as protein levels normalized to CM control values at the end of the 4-day culture period. B and C: Human islets were treated for 4 days to 5.5 mM fructose (F) in complete CRML-1066 medium (CMRL+F). B: Representative immunoblotting showing levels of pAMPK, AMPK and ACTIN from treated islets isolated from one donor after 1 h post-culture of glucose lowering at 1 mM (G1, 0 min) followed by glucose stimulation for 10 min at 8.3 mM (G8.3, 10 min). C: Quantitative analysis of pAMPK/AMPK band densities normalized to ACTIN. Results are expressed as protein levels normalized to CMRL G1 control values. Representative oxygen consumption rate (OCR) profiles from Seahorse measurements in treated INS-1E ß-cells further stimulated with D: G2.5 and E: G15 followed by the sequential addition of oligomycin (Oligo), FCCP and antimycin A/rotenone (Ant/Rot). F: The coupled respiration from 3 independent experiments is indicated as oxygen consumption rate (OCR) and expressed as the percentage of the baseline respiration before stimulation. G: Uncoupled mitochondrial respiration expressed as oxygen consumption rate (pmol O2/min). H: Representative oxygen consumption rate (OCR) profiles in control CM cells acutely stimulated with 5.5 mM fructose after a 2 h preincubation with the indicated glucose concentrations.. (I) ATP/ADP ratio in treated cells right after the 4-day period (G11.1) and after an additional 1 h glucose challenge (G2.5 or G8.3) (n>3). **P< 0.01, ***P< 0.005 versus CM G2.5 control values. Supplementary Fig. 3 . Expression of pannexin1 channels and P2Y1 purinergic receptors in INS-1E ß-cells after chronic fructose exposure. Cells were cultured for 4 days in complete medium (CM) and CM supplemented with 5.5 mM fructose (CM+F). Transcript levels of (A) actin, tubulin, cyclophilin and (B) the transcription factor Pdx1 and the taste receptor T1r3 subunit were quantified in treated cells (n=3) as described in Materials and Methods. C and D: Associated profiles across single cells (from immunofluorescence images Fig. 3, F and G) show the intensity and location of Panx1 and P2Y1 in INS-1E ß-cells. Additional confocal microcopy images (n>3) to Fig. 3 obtained from treated cells immunolabeled with antibodies against (E) Panx1 (green), DAPI (blue) and insulin (red) and (F) P2Y1 (blue). Supplementary Fig. 4 . Expression of pannexin1 channels and P2Y1 purinergic receptors in mouse islets. A and B: Additional confocal microscopy images (out of 3 mice) to -/-mouse pancreas sections (out of 3 mice). Nuclei were stained with DAPI (in blue) and sections were counterstained with Evans Blue (in red). D and E: Immunoblotting and associated densitometry showing levels of Panx1 from isolated control (WT) or Panx1 -/-mouse islets (out of 2 mice). F: Insulin content at the end of the 4-day culture period. Data are expressed as means ± SEM (n=4).
